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One Sentence Summary: The stress regulator FKBP51 is a modulator of long-term pain 
states,   
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ABSTRACT 
Polymorphisms in FKBP51 are associated with stress-related psychiatric disorders and 
influence the severity of pain symptoms experienced after trauma. Here, we report that 
FKBP51 (FK506 binding protein 51) is crucial for the full development and maintenance of 
long-term pain states and that this is independent from its effect on mood. Indeed, FKBP51 
knock out mice but also mice with silencing of FKBP51 restricted to the spinal cord showed 
reduced hypersensitivity in a number of persistent pain models. FKBP51 deletion did not 
compromise the detection of acute painful stimuli, a critical protective mechanism. 
Moreover, the specific FKBP51 inhibitor SAFit2 intrathecally administered reduced the 
severity of an established pain state, confirming the crucial role of spinal FKBP51 in 
nociceptive processing. Finally, glucocorticoid signaling, which is known to modulate 
persistent pain states in rodents, was impaired in FKBP51 knock out mice. This suggested 
that FKBP51 regulates chronic pain by modulation of glucocorticoid signaling. In conclusion, 
FKBP51 is a central mediator of chronic pain, likely in humans as well as rodents, and is a 
new pharmacologically tractable target for the treatment of long term pain states. 
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INTRODUCTION 
 
Genetic variants in FKBP51 are associated with major depression and post-traumatic stress disorder 
in humans (1, 2), and mice lacking the gene FKBP51 show improved coping behavior under stress, 
without alterations to their attention or motor functions(3–5). Variations in the gene FKBP51 
influence the severity of musculoskeletal pain symptoms experienced during the weeks after motor 
vehicle collision or after sexual assault(6, 7). Furthermore, as we have previously reported in a 
microarray study, FKBP51 is up-regulated in the rat superficial dorsal horn after de-repression by the 
methyl CpG binding protein 2 (MeCP2) within 2h of ankle joint inflammation(8–10). We therefore 
hypothesised that FKBP51 contributes to injury-induced pain hypersensitivity. We have tested this 
hypothesis here by using knock out (KO) mice, siRNA technology and the recently developed FKBP51 
inhibitor SAFit2(11). 
FKBP51 is up-regulated after activation of the glucocorticoid receptor (GR) by steroids(12) and, in a 
negative feedback loop, modulates the stress response by antagonizing GR and regulating its 
sensitivity(13). Moreover, it has been proposed that GR signaling regulates the hypersensitivity that 
develops in long term pain states (14–16). Using behavioral, pharmacological and molecular tools, 
we here test the role of spinal FKBP51 on long term pain states and their regulation by 
glucocorticoid signaling.  
 
RESULTS 
FKBP51 increases in the spinal cord to after noxious stimulation 
First, using immunohistochemistry with tyramide amplification, we found that FKBP51 was 
expressed exclusively in neurons of the superficial dorsal horn of both naïve and  mice injected with 
CFA in the ankle joint (Fig.1). Using RT-qPCR, we then confirmed that FKBP51 was increased 
significantly in both rats and mice after ankle joint inflammation induced by injection of Complete 
Freunds’ adjuvant (CFA) in the ankle joint: FKBP51 was up-regulated in the dorsal horn in the rat at 
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2h and 6h after CFA, and in the mouse 24h and 3 days after CFA (Fig.2A)and we had already reported 
that this increase in FKBP51 mRNA correlated with an increase in FKBP51 protein in the rat (10). No 
changes were observed in L4 and L5 dorsal root ganglia (DRGs) or in the cervical cord, indicating a 
localized spinal response to the CFA injection. In people carrying specific variants of FKBP51, 
childhood trauma can induce a decrease in DNA methylation in the promoter of FKBP51. This 
demethylation enhances stress-dependent expression of FKBP51 and is associated with a higher risk 
of developing post-traumatic stress disorder (PTSD) in adult life(2). We therefore examined whether 
noxious stimulation could also induce changes in FKBP51 DNA methylation. For this, we performed 
bisulphite pyro-sequencing on rat superficial dorsal horn tissue after injection of CFA into the ankle 
joint and observed a fast (2 h post CFA) and long lasting (7 days post CFA) ipsilateral decrease in 
methylation at specific CpG sites previously identified in the promoter sequence of FKBP51(17) 
(Fig.2B, C). This suggested that changes in DNA methylation could contribute to the rapid increase in 
spinal FKBP51 levels after CFA and that FKBP51 may regulate both the development and 
maintenance of long-term pain states. To test this hypothesis, we next used FKBP51 KO mice and 
their WT littermates. 
 
Global deletion of FKBP51 has no effect on naïve thresholds and the short term inflammatory 
response  
We found no difference in the cutaneous mechanical sensory threshold (Fig. 3A) or thermal heat 
(Fig. 3B) and cold (Fig. 3C) thresholds between KO and WT animals, suggesting that acute 
nociception was not impaired by FKBP51 deletion. This conclusion was supported by the normal 
expression of primary afferent markers IB4 and CGRP in the superficial dorsal horn in these mice 
(Fig. 3D and Fig. S1). Moreover, there was no difference between the two genotypes in the 
nociceptive sensitivity that follows the hindpaw injection of short-term inflammatory agents such as 
formalin (Fig. 2E) or IL6 (Fig.2F) These data suggested that deletion of FKBP51 does not impair acute 
pain responses. 
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Global deletion of FKBP51 prevents the full development of long term pain states 
We next tested the effect of FKBP51 KO on long term pain states. Although both KO and WT mice 
showed a significant reduction in mechanical threshold after CFA injection in the ankle joint, KO mice 
were less sensitive than WT mice (Fig.4A). However, there was no difference in CFA-induced spinal 
phosphorylated extracellular signal-regulated kinase (pErk) (Fig.4B and Fig.S2A) and cFos (Fig.4B and 
Fig.S2B). Similarly, hindpaw injection of CFA, which induces long-term inflammation, caused 
significantly less mechanical hypersensitivity in KO than in WT mice (Fig.4C), despite causing the 
same degree of edema in the hindpaw (Fig.4D). Finally, to test whether the modulatory role of 
FKBP51 on persistent pain states extended beyond long-term inflammation, we also investigated a 
model of neuropathic pain. KO mice with spared nerve injury (SNI)(18) showed less mechanical 
hypersensitivity than WT mice, starting at 5 days after surgery (Fig.4E). They also performed better 
on the rotarod test (Fig.4F), likely a result of reduced mechanical hyperalgesia, as well as increased 
ability to cope with stress (3, 4). However, glial activation, which contributes to the hypersensitivity 
seen in neuropathic pain states(19), was not different in KO mice 14 days after SNI surgery than in 
WT mice (Fig. S3, A and B). Together, these results showed that FKBP51 KO mice display reduced 
mechanical hypersensitivity in long-term pain states, suggesting that FKBP51 plays a key role in the 
full development of persistent pain states. Because our original findings (10) suggested a role for 
spinal FKBP51 in pain processing, we next used siRNA to ask whether FKBP51 specifically expressed 
in the spinal cord contributed to nociceptive signaling. 
 
Spinal FKBP51 drives long term pain states 
First, we specifically deleted FKBP51 in the spinal cords of WT mice using intrathecal injections of 
siRNA. Injections of siRNA reduced FKBP51 expression in the spinal cord by 24% but had no effect on 
FKBP51 expression in the DRGs (Fig.S4A). This decrease in FKBP51 expression  is similar to that 
reported by others when injecting siRNA intrathecally that has a significant effect on behavior(20). 
This deletion is likely to have occurred in neurons exclusively because in the superficial dorsal horn 
we found that  only neurons expressed FKBP51 (by using immunohistochemistry with tyramide 
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amplification). Although siRNA injections did not affect mechanical threshold and motor 
performance in naïve animals (Fig.S4B and S4C, respectively), siRNA injections starting 48h before 
the CFA injection significantly reduced the mechanical hypersensitivity induced by CFA-triggered 
ankle joint inflammation when compared to scramble siRNA injections (Fig.5A). More important, 
because it mimics the clinical situation, siRNA silencing of FKBP51 starting 3 days after injury, when 
the hypersensitivity was maximal, significantly attenuated the pain state (Fig.5B).  
 
We then used the highly specific FKBP51 inhibitor SAFit2 (11) to block FKBP51 activity. Like anti-
FKBP51 siRNA treatment, SAFit2 administered intrathecally improved the mechanical 
hypersensitivity induced by ankle joint inflammation when injected 3days after the CFA treatment 
(Fig.5C), suggesting that FKBP51 may be a promising therapeutic target for the treatment of chronic 
pain. 
 
Together these results showed that the modulation of hypersensitivity by FKBP51 can be dissociated 
from its effect on mood: FKBP51 expressed in the spinal cord alone is sufficient to control the pain 
response. Moreover, spinal FKBP51 is not only sufficient for the full development of chronic pain but 
is also critical to the maintenance of this pain. We next explored the mechanism by which FKBP51 
regulates nociceptive processing. 
 
FKBP51 regulates injury induced hypersensitivity by modulating glucocorticoid signaling 
FKBP51 is an antagonist of GR (13) and GR signaling regulates the hypersensitivity that develops 
after nerve injury (15, 14). We therefore hypothesized that FKBP51 regulates the hypersensitivity 
that develops in long-term pain states by modulating glucocorticoid signaling. First, we studied the 
co-expression of FKBP51 and  GR in WT superficial dorsal horn with immunohistochemistry. We 
found that colocalization of FKBP51 and GR was equivalent in tissue from both sham mice and mice 
injected with CFA in the ankle joint, with an average of 84 ± 1% of FKBP51 positive neurons 
expressing GR (85.5 ± 4%, CFA ipsilateral, 83.7 ± 1%, CFA contralateral and 82.1 ± 1%, sham) and 
81 ± 1% of GR positive neurons expressing FKBP51 (78.7 ± 7%, CFA ipsilateral, 82.7 ± 2%, CFA 
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contralateral and 81.2 ± 4%, sham) (N=3 mice/group; 3 sections counted per mouse and 30 to 70 
neurones counted per half section; Fig.6A). 
GR has two main isoforms in both humans and rodents, GR and GRβ, each associated with a 
distinct response to glucocorticoid hormones (21). In the spinal cord, we found a small difference in 
total GR mRNA expression between FKBP51 KO and WT mice (Fig.6B). Nevertheless, CFA injection to 
the ankle joint did not induce any significant changes in GR mRNA levels in either genotype, and we 
found no difference in GR protein levels between KO and WT mice, in both naïve and CFA-injected 
animals (Fig. S5). There was also no difference in GRα mRNA levels between KO and WT and naïve 
and CFA-injected animals; however, both WT and KO mice showed increased GRβ levels on the side 
ipsilateral to the CFA injection compared to the contralateral side, and levels of GRβ were 
significantly lower in KO animals than in WT animals (Fig.6B). Increased GRβ levels have been 
associated with glucocorticoid resistance in inflammatory disorders (22). Therefore our results 
suggest that in inflammatory pain states, KO mice are more sensitive to glucocorticoids than are WT 
mice. Supporting this interpretation, KO mice had lower corticosterone levels than WT mice, both in 
naïve and in persistent pain states (Fig.6C), indicating a stronger suppression of corticosterone 
secretion in FKBP51-deficient mice, as reported previously (3). 
Next, to test whether FKBP51 drives chronic pain by modifying GR signaling in the spinal cord, we 
used the GR antagonist mifepristone (RU38486). First, we injected mifepristone intrathecally in naïve 
animals. Both naïve WT and naïve KO mice showed increased mechanical hypersensitivity after 
mifepristone administration (Fig.6D), indicating that GR was anti-nociceptive under basal conditions, 
regardless of FKBP51 expression. However, when mifepristone was administered 3 days after CFA 
injection in the ankle joint, the GR antagonist eliminated the CFA-induced hypersensitivity in WT 
animals (Fig.6E and Fig.S6A for full time course of behavior), as seen in neuropathic pain models (15, 
16), but aggravated CFA-induced mechanical hypersensitivity in KO mice (Fig.6F and Fig.S6B for full 
time course of behavior). Mifepristone also increased the CFA-induced hypersensitivity in mice with 
reduced levels of FKBP51 only in the spinal cord (Fig.6G and Fig.S6C for full time course of behavior). 
This result suggested that after CFA injection, spinal cord GR signaling had switched to a pro-
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nociceptive function in WT animals but that the deletion of spinal cord FKBP51 had prevented this 
switch and restricted GR to an anti-nociceptive function. 
Finally, IL6 is a cytokine upregulated with neuroinflammation (23, 24), and GR can directly induce or 
inhibit the transcription of IL6 by complex binding to the IL6 promoter regulatory elements (25). We 
measured IL6 levels in the spinal cord of WT and KO mice and found that IL6 was upregulated in the 
ipsilateral superficial dorsal horn in WT mice after CFA injection (Fig.6H), supporting the idea that GR 
could be promoting pro-inflammatory cytokine expression in WT animals after CFA  treatment. 
However, IL6 levels were significantly lower in the spinal cord of the KO mice on the side ipsilateral 
to the CFA injection when compared both to WT animals and to the KO contralateral side, suggesting 
that GR could be suppressing IL6 transcription on the ipsilateral side in KO mice after CFA injection 
(Fig.6H). 
Altogether, our data indicate that spinal FKBP51 regulates the full development and maintenance of 
chronic pain by modulating glucocorticoid signaling. We propose that inhibition of FKBP51 function 
by deletion or antagonism allows spinal cord GR signaling to perform an anti-nociceptive function in 
long-term pain states. As a result, CFA-induced hypersensitivity never develops to its full extent in 
FKBP51 KO animals and resolves after deletion or inhibition of spinal cord FKBP51 in WT mice. 
 
DISCUSSION 
This study identifies the stress modulator FKBP51 as a regulator of injury-induced hypersensitivity. 
Our experiments show that in mice deletion of FKBP51 did not compromise the detection of acute 
noxious stimuli but did attenuate the full development and the maintenance of mechanical 
hypersensitivity, in our animal models of chronic pain states. This was true whether FKBP51 was 
deleted before the pain-causing injury or silenced after the long-term pain state had been 
established. Moreover, FKBP51 regulation of pain states could be dissociated from its regulation of 
mood since deletion of FKBP51 or inhibition with the state of the art inhibitor SAFit2(11) that was 
restricted to the spinal cord improved the CFA-induced hypersensitivity. As a result, we propose that 
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FKBP51 is a potential therapeutic target for the control of chronic pain with promising clinical 
applications. Chronic pain is an area of immense unmet medical need that requires  new analgesic 
drugs. 
 
FKBP51 regulates GR signaling, and GR mediates the action of steroid hormones required for 
physiological homeostasis. Prior to hormone binding, GR is part of a large protein complex localised 
to the cytoplasm where it is bound to heat-shock protein 90 (Hsp90), which itself recruits to its 
COOH terminus a co-chaperone such as FKBP51 or FKBP52. Although FKBP51 likely does not directly 
bind GR, its presence in the protein complex induces a conformational change of the ligand-binding 
pocket that reduces GR hormone binding affinity (26, 27). FKBP51 also prevents the nuclear 
translocation of the GR complex that occurs when Hsp90 binds FKBP52 (28). After steroid hormone 
binding to GR, GR translocates to the nucleus where it serves as a regulator of differential gene 
expression. Among other targets, GR can upregulate FKBP51, thereby providing an inhibitory 
feedback mechanism (29, 30). However, other factors contribute to the upregulation of FKBP51 in 
the spinal cord, such as neuronal activity--induced relief of MeCP2 repression [observed both in rats 
(10) and mice (31, 32)] and the decrease in FKBP51 DNA methylation reported here and also seen in 
mice after increased cortisol concentrations (17, 33). 
 
Intact GR signaling is known to be critical to the full development of pain states. Indeed, both 
adrenalectomy and GR knock down in the spinal cord by intrathecal administration of siRNA prevent 
the full development of mechanical hypersensitivity (15). Moreover, the GR agonist dexamethasone 
can unmask the hypersensitive state in injured adrenalectomized animals (15). Here, we show that 
deletion of FKBP51 modulates GR signaling. Indeed, KO mice had lower blood glucocorticoid 
concentrations than did WT animals, as well as lower levels of GRβ, the GR isoform upregulated with 
glucocorticoid resistance (22), suggesting that FKBP51 KO mice are more sensitive to glucocorticoids 
that are WT mice. We propose that the up-regulation of FKBP51 after CFA-treatment, together with 
the subsequent binding of FKBP51 to the GR complex, could be a trigger that switches GR from an 
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anti- to a pro- nociceptive role. Our data obtained with the GR antagonist mifepristone indicate that 
GR signaling was anti-nociceptive in naïve WT mice but became pro-nociceptive after CFA injection 
and pain state development (Fig.6D and E). We were confident that mifepristone acted as an 
inhibitor of GR since others had reported that injury induced hypersensitivity could be reduced by 
both mifepristone and another more specific GR antagonist, dexamethasone 21-mesylate, in 
mice(16). Our result indicating a change in GR activity is consistent with recent data suggesting that 
GR can switch from an anti-inflammatory state under naïve conditions to a pro-inflammatory state 
after exposure to stressors (34). In contrast, after FKBP51 deletion, GR signaling induced a constant 
anti-nociceptive state (Fig. 5D, F and G). The rapid effects of the GR antagonist mifepristone 
reported here are most likely to reflect non-genomic activity of GR, such as modulation of the MAPK 
and PI3K signal transduction pathways. However, GR can act both genomically (up-regulation and 
inhibition of gene expression) and non-genomicallyafter activation by glucocorticoids and/or post 
translational modification such as phosphorylation (35). We hypothesised that for optimal efficiency, 
non-genomic and genomic actions of GR  worked in concert towards pro- or anti-nociceptive 
signaling at a given time point. That this is the case is supported by our finding that the increase in 
expression of the pro-inflammatory cytokine IL6 (24), observed in the ipsilateral dorsal horn of WT 
animals after CFA treatment, did not occur in KO mice. GR is able to bind to the IL6 promoter 
sequence in rodent neurones and the GR agonist dexamethasone can induce IL6 transcription in 
these neurones (36). However, GRis known to both promote and inhibit the expression of IL6 (34, 
25). Gene regulation by GR is indeed highly complex and depends on a number of factors including 
the tissue, the concentration of circulating glucocorticoids and GR post-translational modifications. 
 
We also report here that levels of DNA methylation within the FKBP51 DNA promoter sequence in 
the rat spinal cord are significantly lower 7 days after CFA injection. However, we have previously 
shown that there were no significant changes in FKBP51 mRNA expression at this time point (9). 
Thus, changes in DNA methylation are not sufficient to change FKBP51 expression in spinal cord but 
need to be combined with other events, such as relief of MeCP2 repression, as we had previously 
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reported (10). . Others have shown that stress in early life can induce long term changes in DNA 
methylation in the FKBP51 sequence. These modifications lead to a much greater induction of 
FKBP51 when further stress is encountered later on in life) (2). Together with our report of injury 
induced long lasting changes in DNA methylation in the FKBP51 promoter, this offers the interesting 
perspective that FKBP51 might contribute to the excessive hypersensitivity that develops after 
repetitive injuries, both in rodents and humans (37–39). 
 
In conclusion, this study identifies the stress regulator FKBP51 as a key modulator of long-term pain 
states. Our finding that the deletion or inhibition of spinal cord FKBP51 does not compromise acute 
pain detection but reduces hypersensitivity in mice with established inflammatory pain points to 
FKBP51 as a possible new target for the treatment of long term pain states. FKBP51 inhibition is 
known to successfully treat mood disorders, but the development of FKBP51 antagonists has been 
challenging (40). New and highly specific inhibitors for FKBP51 developed very recently, such as 
SAFit2 (11), can reduce signs of depression in mice in vivo (11) and, as we have shown here, inhibit 
established injury-associated mechanical hypersensitivity in mice. The lack of FKBP51 does not seem 
to induce any deleterious side effects; (5) therefore, FKBP51 may be a suitable target for the long 
term treatment that would be required for chronic pain. 
 
MATERIAL AND METHODS 
Study design 
This study represents a series of experiments using multiple molecular and behavioural techniques 
in rodents. In pharmacological studies, mice were randomly assigned to experimental groups. The 
experimenter was always blind to genotype and treatment. While the effect size of genotype and 
drug effects were not predictable, sample sizes in this study are consistent with norm in the 
field(41). 
 
Animals 
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Subjects in all experiments, except DNA methylation studies, were adult male mice (6-12 weeks old). 
WT mice in all siRNA experiments were C57Bl/6J from Harlan Laboratories. In the remaining 
experiments, mice were FKBP51 KO and their WT littermates obtained from FKBP51 heterozygous 
from C.A. Dickey’s group (University of South Florida, USA). These mice were from mixed genetic 
background, C57Bl/6J and Swiss Webster. In the DNA methylation studies, adult rats weighing 200-
250g and obtained from UCL animal house were used. All animals were kept in their home cages in a 
temperature-controlled (20 ±1 ºC) environment, with a light-dark cycle of 12h (light on at 7:30 a.m.) 
food and water were provided ad libitum. All efforts were made to minimize animal suffering and to 
reduce the number of animal used (UK Animal Act, 1986). 
 
Genotyping 
For genotyping, DNA was extracted from a small portion of ear tissue and the following primers 
were used for the PCR: forward primer (for WT and 51KO): AAAGGACAATGACTACTGATGAGG; 
reverse WT primer: AAGGAGGGGTTCTTTTGAGG; reverse 51KO primer: GTTGCACCACAGATGAAACG. 
Samples from WT animals showed a single PCR product of 363bp; samples from KO animals showed 
a single PCR product of 510bp and samples from HET animals would present both bands.  
 
Pain models 
Inflammatory models (Sham treatment consisted of anesthetizing the animals) 
CFA induced ankle joint inflammation 
Inflammation was induced by injection of Complete Freud’s Adjuvant (CFA; Sigma, UK) at the volume 
of 5 μl (mice) or 10 μl (rats), in the left ankle joint, under isoflurane anesthesia as described (10) 
Hindpaw inflammation 
Formalin (20 μl, 5%), IL6 (20 μl) and CFA (20 μl) were injected with a micro syringe with a 27-gauge 
needle subcutaneously into the plantar surface of the left hind paw of mice. Mice were maintained 
under isoflurane anaesthesia during the injection except for formalin injections.  
Neuropathic model: spared nerve injury 
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The spared nerve injury (SNI) was performed as described(18).  
 
Behavioral testing 
The experimenter was always blind to genotype and treatment. 
Von Frey’s hairs 
Animals were placed in Plexiglas chambers, located on an elevated wire grid, and allowed to 
habituate for at least 1 hour. After this time, the plantar surface of the paw was stimulated with a 
series of ascending forces Von Frey’s monofilaments. The threshold was determined by using the up-
down method as described by Chaplan and colleagues (42). The data were expressed as log of the 
mean of the 50% pain threshold ± SEM. 
Hargreaves test 
The latency of foot withdrawal to noxious heat stimuli was measured as described (43).  
Formalin behavior 
Mice were allowed to habituate to a Plexiglas chamber for at least 30 minutes. Behavioral testing 
was initiated immediately after formalin injection and lasted 60 min. The incidences of licking and 
biting were counted at intervals of 5 min.  
Rotarod test 
Motor performance was evaluated by an accelerating rotarod apparatus with a 3 cm diameter rod 
starting at an initial rotation of 4 RPM and slowly accelerating to 40 RPM over 100 seconds. Mice 
were expected to walk at the speed of rod rotation to keep from falling. The time spent on the rod 
during each of three trials per day was measured and expressed in seconds. Testing was completed 
when the mouse fell off the rod (i.e. from a height of 12 cm). 
 
Intrathecal injections and drugs 
The intrathecal injections were performed as described(44). All intrathecally delivered drugs were 
injected in a 2 μl volume. Mifepristone (1 nmol in 2 μl) was purchased from Sigma and was dissolved 
in 10% ethanol in saline. Control animals received 2 μl of 10% ethanol in saline. SAFit2 was obtained 
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from Felix Hausch (MPI) and used at a concentration of 2mg/ml (4 μg in 2 μl), in 4% Ethanol, 5% 
PEG400, 5% TWEEN 80 in 0.9% saline. Control animals received 2 μl of 4% Ethanol, 5% PEG400, 5% 
TWEEN 80 in 0.9% saline. 
 
siRNA 
In vivo silencing of the protein FKBP51 was achieved with a mouse-specific small interference RNA 
(siRNA; Thermo Scientific; SMARTpool E-040262-00-0020). The siRNA was reconstituted in RNase-
free H2O to a final concentration of 0.5 or 2 μg/μl. Intrathecal injection of the siRNA solution 
(2 μl/mouse) was performed, as described above, for three consecutive days according to the 
experimental protocol. Control treated animals received 2 μl of Accell Non-targeting Pool (D-001910-
10-20) prepared in the same concentrations as the targeting siRNA. Intrathecally delivered siRNA 
reached the spinal cord (Fig. S7) and the siRNA treatment was optimized to 1 daily injection on 3 
consecutive days of 4 µg siRNA. 
 
Blood sampling and corticosterone assay  
Blood was collected in the morning between 9:00 to 11:00 from mice tail vein. Before sampling, 
mice were placed in a warming cabinet (39˚C for 10 to 15 min) in order to dilate the blood vessel. 
The levels of corticosterone were measured using an ELISA kit (ab108821, Abcam) following the 
manufacturer protocol. 
 
RNA preparation and RT-qPCR 
For fresh tissue collection, animals were terminally anesthetized with CO2 3 d after CFA or sham 
surgery. Total RNA was extracted using an acid phenol extraction method (TRIzol reagent, RNeasy 
mini-colums; Quiagen) and cDNA obtained  as described (10). Reactions were performed at least in 
triplicate and the specificity of the products was determined by melting curve analysis. The ratio of 
the relative expression of target genes to β-actin was calculated by using the 2Ct formula. 
Efficiencies of qPCRs were calculated for each gene using serial dilution. 
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DNA methylation analysis 
DNA extraction and bisulphite treatment: DNA was isolated from dorsal horn quadrants of rat spinal 
cord (see Fresh tissue collection) using DNeasy Blood and Tissue kit (Qiagen). Bisulphite conversion 
of 100ng of genomic DNA was achieved through use of the Epitect bisulfite kit (Qiagen), according to 
the manufacturer’s instructions. 
PCR and Pyrosequencing: Details of PCR and pyrosequencing can be found in Supplementary 
Material.  
 
Immunohistochemistry and western blot. 
Immunohistochemistry and western blot were performed as described (10). For details see 
Supplementary Material.  
 
Data analysis 
All statistical tests were performed in IBM SPSS statistic 20. For the behavioral experiments, 
statistical analysis was performed on the data normalized by log transformation (Von Frey data; as 
suggested by Mills et al. (45)) or raw data, as presented in the figures. Behavioural data were also 
presented and analysed without log transformation and statistically significant effects for all groups 
were also observed with data presented as Von Frey force in grams (Fig.S8). The significance of any 
differences in sensitivity was assessed using repeated-measured two-way or one-way ANOVA, as 
appropriate. In all cases, a significant effect of the main factor(s), or interactions between them, was 
taken as the criterion for progressing to post hoc analysis. Bonferroni analysis was the preferred 
post-hoc analysis; however, if the general ANOVA was significant but no Bonferroni significance 
observed, we also reported the results of the LSD post-hoc analysis. In all cases ‘time’ was treated as 
a within subjects factor and ‘genotype’ and ‘treatment’ were treated as between subject factors. For 
the RTqPCR experiments, data were analysed by univariate analysis for individual genes followed by 
the appropriate post-hoc analysis (as above). Biological samples for the DNA methylation 
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experiments (n=6 in each group) and the measures of glucocorticoid levels (n=4 in each group) were 
analysed twice and data of the technical replicates were examined by nested ANOVA. 
 
LIST OF SUPPLEMENTARY MATERIALS 
Table 1: All data values presented in the manuscript in tabular format. 
Figure S1: Global deletion of FKBP51 does not affect the expression of CGRP and IB4 in the 
superficial dorsal horn. 
Figure S2: Global deletion of FKBP51 does not affect CFA-induced cFos or pERK protein levels in the 
superficial dorsal horn. 
Figure S3: Global deletion of FKBP51 does not affect SNI-induced Iba1 expression in the superficial 
dorsal horn. 
Figure S4: Reduction of spinal FKBP51 expression with siRNA has no effect on basal mechanical 
threshold and locomotor activity. 
Figure S5: Global deletion of FKBP51 does not affect GR protein expression in naïve and injured WT 
and KO mice. 
Figure S6: FKBP51 regulates long term pain states by modulating glucocorticoid signaling (full time 
course). 
Figure S7: GFP labelled anti-cyclophilin siRNA spinal delivery. 
Figure S8: Behavioural data presented as Von Frey force in grams. 
 
REFERENCES 
1. A. S. Zannas, E. B. Binder, Gene-environment interactions at the FKBP5 locus: sensitive periods, 
mechanisms and pleiotropism, Genes Brain Behav. 13, 25–37 (2014). 
2. T. Klengel, D. Mehta, C. Anacker, M. Rex-Haffner, J. C. Pruessner, C. M. Pariante, T. W. W. Pace, K. 
B. Mercer, H. S. Mayberg, B. Bradley, C. B. Nemeroff, F. Holsboer, C. M. Heim, K. J. Ressler, T. Rein, E. 
B. Binder, Allele-specific FKBP5 DNA demethylation mediates gene-childhood trauma interactions, 
Nat. Neurosci. 16, 33–41 (2013). 
3. C. Touma, N. C. Gassen, L. Herrmann, J. Cheung-Flynn, D. R. Büll, I. A. Ionescu, J.-M. Heinzmann, A. 
Knapman, A. Siebertz, A.-M. Depping, J. Hartmann, F. Hausch, M. V. Schmidt, F. Holsboer, M. Ising, 
M. B. Cox, U. Schmidt, T. Rein, FK506 binding protein 5 shapes stress responsiveness: modulation of 
neuroendocrine reactivity and coping behavior, Biol. Psychiatry 70, 928–936 (2011). 
17 
 
4. J. Hartmann, K. V. Wagner, C. Liebl, S. H. Scharf, X.-D. Wang, M. Wolf, F. Hausch, T. Rein, U. 
Schmidt, C. Touma, J. Cheung-Flynn, M. B. Cox, D. F. Smith, F. Holsboer, M. B. Müller, M. V. Schmidt, 
The involvement of FK506-binding protein 51 (FKBP5) in the behavioral and neuroendocrine effects 
of chronic social defeat stress, Neuropharmacology 62, 332–339 (2012). 
5. J. C. O’Leary, S. Dharia, L. J. Blair, S. Brady, A. G. Johnson, M. Peters, J. Cheung-Flynn, M. B. Cox, G. 
de Erausquin, E. J. Weeber, U. K. Jinwal, C. A. Dickey, A new anti-depressive strategy for the elderly: 
ablation of FKBP5/FKBP51, PloS One 6, e24840 (2011). 
6. J. C. Ulirsch, M. A. Weaver, A. V. Bortsov, A. C. Soward, R. A. Swor, D. A. Peak, J. S. Jones, N. K. 
Rathlev, D. C. Lee, R. M. Domeier, P. L. Hendry, S. A. McLean, No man is an island: Living in a 
disadvantaged neighborhood influences chronic pain development after motor vehicle collision, Pain 
155, 2116–2123 (2014). 
7. A. V. Bortsov, J. E. Smith, L. Diatchenko, A. C. Soward, J. C. Ulirsch, C. Rossi, R. A. Swor, W. E. 
Hauda, D. A. Peak, J. S. Jones, D. Holbrook, N. K. Rathlev, K. A. Foley, D. C. Lee, R. Collette, R. M. 
Domeier, P. L. Hendry, S. A. McLean, Polymorphisms in the glucocorticoid receptor co-chaperone 
FKBP5 predict persistent musculoskeletal pain after traumatic stress exposure, Pain 154, 1419–1426 
(2013). 
8. S. M. Géranton, V. Fratto, K. K. Tochiki, S. P. Hunt, Descending serotonergic controls regulate 
inflammation-induced mechanical sensitivity and methyl-CpG-binding protein 2 phosphorylation in 
the rat superficial dorsal horn, Mol. Pain 4, 35 (2008). 
9. K. K. Tochiki, J. Cunningham, S. P. Hunt, S. M. Géranton, The expression of spinal methyl-CpG-
binding protein 2, DNA methyltransferases and histone deacetylases is modulated in persistent pain 
states, Mol. Pain 8, 14 (2012). 
10. S. M. Géranton, C. Morenilla-Palao, S. P. Hunt, A role for transcriptional repressor methyl-CpG-
binding protein 2 and plasticity-related gene serum- and glucocorticoid-inducible kinase 1 in the 
induction of inflammatory pain states, J. Neurosci. Off. J. Soc. Neurosci. 27, 6163–6173 (2007). 
11. S. Gaali, A. Kirschner, S. Cuboni, J. Hartmann, C. Kozany, G. Balsevich, C. Namendorf, P. 
Fernandez-Vizarra, C. Sippel, A. S. Zannas, R. Draenert, E. B. Binder, O. F. X. Almeida, G. Rühter, M. 
Uhr, M. V. Schmidt, C. Touma, A. Bracher, F. Hausch, Selective inhibitors of the FK506-binding 
protein 51 by induced fit, Nat. Chem. Biol. 11, 33–37 (2015). 
12. T. Jääskeläinen, H. Makkonen, J. J. Palvimo, Steroid up-regulation of FKBP51 and its role in 
hormone signaling, Curr. Opin. Pharmacol. 11, 326–331 (2011). 
13. L. A. Stechschulte, E. R. Sanchez, FKBP51—a selective modulator of glucocorticoid and androgen 
sensitivity, Curr. Opin. Pharmacol. 11, 332–337 (2011). 
14. S. Wang, G. Lim, Q. Zeng, B. Sung, L. Yang, J. Mao, Central glucocorticoid receptors modulate the 
expression and function of spinal NMDA receptors after peripheral nerve injury, J. Neurosci. Off. J. 
Soc. Neurosci. 25, 488–495 (2005). 
15. S. Wang, G. Lim, Q. Zeng, B. Sung, Y. Ai, G. Guo, L. Yang, J. Mao, Expression of central 
glucocorticoid receptors after peripheral nerve injury contributes to neuropathic pain behaviors in 
rats, J. Neurosci. Off. J. Soc. Neurosci. 24, 8595–8605 (2004). 
16. I. Takasaki, T. Kurihara, H. Saegusa, S. Zong, T. Tanabe, Effects of glucocorticoid receptor 
antagonists on allodynia and hyperalgesia in mouse model of neuropathic pain, Eur. J. Pharmacol. 
524, 80–83 (2005). 
18 
 
17. R. S. Lee, K. L. K. Tamashiro, X. Yang, R. H. Purcell, A. Harvey, V. L. Willour, Y. Huo, M. Rongione, 
G. S. Wand, J. B. Potash, Chronic corticosterone exposure increases expression and decreases 
deoxyribonucleic acid methylation of Fkbp5 in mice, Endocrinology 151, 4332–4343 (2010). 
18. I. Decosterd, C. J. Woolf, Spared nerve injury: an animal model of persistent peripheral 
neuropathic pain, Pain 87, 149–158 (2000). 
19. S. Beggs, T. Trang, M. W. Salter, P2X4R+ microglia drive neuropathic pain, Nat. Neurosci. 15, 
1068–1073 (2012). 
20. Y. Lu, B.-C. Jiang, D.-L. Cao, Z.-J. Zhang, X. Zhang, R.-R. Ji, Y.-J. Gao, TRAF6 upregulation in spinal 
astrocytes maintains neuropathic pain by integrating TNF-α and IL-1β signaling, Pain 155, 2618–2629 
(2014). 
21. T. D. Hinds, S. Ramakrishnan, H. A. Cash, L. A. Stechschulte, G. Heinrich, S. M. Najjar, E. R. 
Sanchez, Discovery of Glucocorticoid Receptor-β in Mice with a Role in Metabolism, Mol. Endocrinol. 
24, 1715–1727 (2010). 
22. L. J. Lewis-Tuffin, J. A. Cidlowski, The physiology of human glucocorticoid receptor beta 
(hGRbeta) and glucocorticoid resistance, Ann. N. Y. Acad. Sci. 1069, 1–9 (2006). 
23. M. Erta, A. Quintana, J. Hidalgo, Interleukin-6, a Major Cytokine in the Central Nervous System, 
Int. J. Biol. Sci. 8, 1254–1266 (2012). 
24. R. F. De Jongh, K. C. Vissers, T. F. Meert, L. H. D. J. Booij, C. S. De Deyne, R. J. Heylen, The role of 
interleukin-6 in nociception and pain, Anesth. Analg. 96, 1096–1103, table of contents (2003). 
25. N. J. D. Verhoog, A. Du Toit, C. Avenant, J. P. Hapgood, Glucocorticoid-independent Repression of 
Tumor Necrosis Factor (TNF) -stimulated Interleukin (IL)-6 Expression by the Glucocorticoid 
Receptor: A POTENTIAL MECHANISM FOR PROTECTION AGAINST AN EXCESSIVE INFLAMMATORY 
RESPONSE, J. Biol. Chem. 286, 19297–19310 (2011). 
26. P. J. Fuller, B. J. Smith, F. M. Rogerson, Cortisol resistance in the New World revisited, Trends 
Endocrinol. Metab. 15, 296–299 (2004). 
27. W. B. Denny, D. L. Valentine, P. D. Reynolds, D. F. Smith, J. G. Scammell, Squirrel Monkey 
Immunophilin FKBP51 Is a Potent Inhibitor of Glucocorticoid Receptor Binding 1, Endocrinology 141, 
4107–4113 (2000). 
28. G. M. Wochnik, J. Ruegg, G. A. Abel, U. Schmidt, F. Holsboer, T. Rein, FK506-binding Proteins 51 
and 52 Differentially Regulate Dynein Interaction and Nuclear Translocation of the Glucocorticoid 
Receptor in Mammalian Cells, J. Biol. Chem. 280, 4609–4616 (2005). 
29. T. R. Hubler, J. G. Scammell, Intronic hormone response elements mediate regulation of FKBP5 
by progestins and glucocorticoids, Cell Stress Chaperones 9, 243–252 (2004). 
30. V. Paakinaho, H. Makkonen, T. Jääskeläinen, J. J. Palvimo, Glucocorticoid receptor activates 
poised FKBP51 locus through long-distance interactions, Mol. Endocrinol. Baltim. Md 24, 511–525 
(2010). 
31. Z. Zhou, E. J. Hong, S. Cohen, W.-N. Zhao, H.-Y. H. Ho, L. Schmidt, W. G. Chen, Y. Lin, E. Savner, E. 
C. Griffith, L. Hu, J. A. J. Steen, C. J. Weitz, M. E. Greenberg, Brain-specific phosphorylation of MeCP2 
regulates activity-dependent Bdnf transcription, dendritic growth, and spine maturation, Neuron 52, 
255–269 (2006). 
19 
 
32. U. A. Nuber, S. Kriaucionis, T. C. Roloff, J. Guy, J. Selfridge, C. Steinhoff, R. Schulz, B. Lipkowitz, H. 
H. Ropers, M. C. Holmes, A. Bird, Up-regulation of glucocorticoid-regulated genes in a mouse model 
of Rett syndrome, Hum. Mol. Genet. 14, 2247–2256 (2005). 
33. E. R. Ewald, G. S. Wand, F. Seifuddin, X. Yang, K. L. Tamashiro, J. B. Potash, P. Zandi, R. S. Lee, 
Alterations in DNA methylation of Fkbp5 as a determinant of blood-brain correlation of 
glucocorticoid exposure, Psychoneuroendocrinology 44, 112–122 (2014). 
34. D. Cruz-Topete, J. A. Cidlowski, One Hormone, Two Actions: Anti- and Pro-Inflammatory Effects 
of Glucocorticoids, Neuroimmunomodulation 22, 20–32 (2015). 
35. R. H. Oakley, J. A. Cidlowski, The biology of the glucocorticoid receptor: new signaling 
mechanisms in health and disease, J. Allergy Clin. Immunol. 132, 1033–1044 (2013). 
36. S. Sallmann, E. Jüttler, S. Prinz, N. Petersen, U. Knopf, T. Weiser, M. Schwaninger, Induction of 
interleukin-6 by depolarization of neurons, J. Neurosci. Off. J. Soc. Neurosci. 20, 8637–8642 (2000). 
37. S. Beggs, G. Currie, M. W. Salter, M. Fitzgerald, S. M. Walker, Priming of adult pain responses by 
neonatal pain experience: maintenance by central neuroimmune activity, Brain J. Neurol. 135, 404–
417 (2012). 
38. S. M. Walker, K. K. Tochiki, M. Fitzgerald, Hindpaw incision in early life increases the hyperalgesic 
response to repeat surgical injury: critical period and dependence on initial afferent activity, Pain 
147, 99–106 (2009). 
39. C. Hermann, J. Hohmeister, S. Demirakça, K. Zohsel, H. Flor, Long-term alteration of pain 
sensitivity in school-aged children with early pain experiences, Pain 125, 278–285 (2006). 
40. M. V. Schmidt, M. Paez-Pereda, F. Holsboer, F. Hausch, The Prospect of FKBP51 as a Drug Target, 
ChemMedChem 7, 1351–1359 (2012). 
41. J. S. Mogil, J. Ritchie, S. G. Sotocinal, S. B. Smith, S. Croteau, D. J. Levitin, A. K. Naumova, 
Screening for pain phenotypes: analysis of three congenic mouse strains on a battery of nine 
nociceptive assays, Pain 126, 24–34 (2006). 
42. S. R. Chaplan, F. W. Bach, J. W. Pogrel, J. M. Chung, T. L. Yaksh, Quantitative assessment of tactile 
allodynia in the rat paw, J. Neurosci. Methods 53, 55–63 (1994). 
43. K. Hargreaves, R. Dubner, F. Brown, C. Flores, J. Joris, A new and sensitive method for measuring 
thermal nociception in cutaneous hyperalgesia, Pain 32, 77–88 (1988). 
44. C. A. Fairbanks, Spinal delivery of analgesics in experimental models of pain and analgesia, Adv. 
Drug Deliv. Rev. 55, 1007–1041 (2003). 
45. C. Mills, D. Leblond, S. Joshi, C. Zhu, G. Hsieh, P. Jacobson, M. Meyer, M. Decker, Estimating 
efficacy and drug ED50’s using von Frey thresholds: impact of weber’s law and log transformation, J. 
Pain Off. J. Am. Pain Soc. 13, 519–523 (2012). 
 
 
Acknowledgments: We thank Stephen Hunt and Maria Fitzgerald for helpful discussion during the 
preparation of this manuscript. We also thank Barry Warburton for his help with blood sampling of 
20 
 
the mice, Paul Guilhamon for his help with the DNA methylation experiment and the laboratories of 
Chad Dickey and Mathias Schmidt for their help with the breeding of the FKBP51 KO colony. FKBP51 
KO mice were obtained from FKBP51 heterozygous from Chad Dickey’s colony. 
 
Funding: This work was supported by the MRC grant G1100577, the m4 Award of the Bayrische 
Staatsministerium (133068362711/12 to FH) and the m4 grant Personalized Medicine of the BMBF 
(16GW0101 to FH).  
 
Author contributions: SMG and MM designed the experiments, analyzed the data and wrote the 
manuscript. MM conducted all the behavioral experiments. MM and SMG conducted the RTqPCR 
and the glucocorticoid experiments. SG, MM and KKT conducted the immunohistochemical 
experiments. SMG and LVA conducted the DNA methylation studies. CGB designed the primers for 
the DNA methylation study. MBC provided the FKBP5 KO mice. FX and FH provided SAFit2. 
 
Competing interests: The authors declare that they have no competing interests. 
  
21 
 
 
FIGURES 
 
 
Fig. 1: FKBP51 is expressed exclusively in neurons in mouse dorsal horn. (A) Typical images of 
FKBP51 immunoreactivity in the superficial dorsal horn of WT and KO animals. Dotted line indicates 
the boundary of the superficial dorsal horn. Scale bar, 100µm. (B) Ipsilateral dorsal horn obtained 3d 
after CFA injection in the ankle joint. FKBP51 expression was never seen in microglia. Green, FKBP51; 
red: Iba1, a marker of microglia; blue, NeuN, a marker of neurons. Scale bar, 20µm. (C) Ipsilateral 
dorsal horn obtained 3d after CFA injection in the ankle joint. FKBP51 expression was never seen in 
astrocytes. Green, FKBP51; red, GFAP, a marker of astrocytes; blue, NeuN, a marker of neurons. 
Scale bar, 20µm. 
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Fig. 2. After noxious stimulation, FKBP51 expression increased and FKBP51 DNA methylation 
decreased. (A) FKBP51 mRNA expression (normalized to sham) in the rat dorsal horn 2h and 6h after 
CFA injection in the ankle joint and in the mouse ipsilateral and contralateral dorsal horn 24h and 
3 days after CFA. Rat data: Student’s t-test: 2h: P=0.007; 6h: P=0.033; N=4-5/group. Mouse data 1-
way ANOVA, factor TREATMENT: 24h: F(2,19)=7.73; P=0.004; Bonferroni post-hoc analysis: sham vs 
ipsi: P=0.009; sham vs contra: P=0.023; 3 d: F(2,23)=9.7, P=0.001; Bonferroni post-hoc analysis: sham 
vs ipsi: P=0.002; sham vs contra: P=0.021; N=5-7/group. *P<0.05, **P<0.01 Bonferroni post hoc 
analysis. $ data previously published (10). (B and C) DNA methylation at CpG sites (CG1-7) in the 
promoter sequence of FKBP51 in spinal dorsal horn tissue, 2 h and 7 days after CFA injection in the 
ankle joint. Data represent mean percentage of DNA methylation at specific CpGs ± SEM. NESTED 
ANOVA (B) factor TREATMENT: CG2: F(2,3)=142.1, P=0.001; Bonferroni post hoc analysis: ipsi vs sham: 
P<0.001, ipsi vs contra: P<0.001; CG5: F(2,3)=59.1, P=0.004; Bonferroni post hoc analysis: ipsi vs sham: 
P=0.034, ipsi vs contra: P=0.021; CG7: F(2,3)=370.9, P<0.001; Bonferroni post hoc analysis: ipsi vs 
sham: P<0.001, ipsi vs contra: P≤0.001; (N=6/group). (C) factor TREATMENT: CG2: F(2,3)=154.9, 
P<0.001; Least Significant Difference (LSD) post hoc analysis: ipsi vs contra: P=0.031; CG5: F(2,3)=19.4, 
P=0.016; LSD post hoc analysis: ipsi vs contra: P=0.050; CG6: F(2,3)=107.4, P<0.001; LSD post hoc 
analysis: ipsi vs contra: P=0.026; CG7: F(2,3)=85, P=0.001; LSD post hoc analysis: ipsi vs contra: 
P=0.031 (N=6/group). * and #: P≤0.05; ***P<0.001; * Bonferroni and # Least Significant Difference 
(LSD) post-hoc analysis. 
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Fig. 3. Global deletion of FKBP51 has no influence on naïve thresholds or the response to short 
term inflammatory agents. (A-C) There was no difference in mechanical threshold (A), thermal heat 
threshold (B) and thermal cold threshold (C) between naïve KO and WT mice (N=8/group). (D) 
Measure of the immunohistochemical CGRP and IB4 signal intensity in tissue from untreated KO and 
WT mice. Signal intensity was normalized to WT expression levels. (N=3/group) (E and F) WT and KO 
mice showed equivalent (E) nociceptive behavior after intraplantar injection of formalin (N=7/group) 
and (F) mechanical hypersensitivity after intraplantar injection of IL6 (N=6-7/group). Data show 
mean ± SEM. B1, B2 and B3: baseline data taken on separate days. 
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Fig. 4. Global deletion of FKBP51 reduces the mechanical hypersensitivity that develops in long 
term pain states. (A) Mechanical sensitivity in KO and WT mice after injection of CFA in the ankle 
joint (N=8/group): 2-way ANOVA, factor GENOTYPE D1 to D7: F(1,13)=30.9; P<0.0001. KO vs WT: D1, 
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P<0.001 ; D2, P<0.001 , D3, P<0.001 , D4, P<0.001 , D5, P=0.012 , D6, P=0.002 , D7, P=0.01 .Although 
the sensitivity induced by CFA was reduced in KO compared to WT mice, it was nonetheless 
significantly different from baseline values (one way ANOVA factor TIME B3 to D4: F(5,35)=3.7; 
P=0.008) (B) Number of pERK and cFos positive cellsin the superficial dorsal horn after CFA injection 
in the ankle joint, at 10 min and 2 h after injection respectively. Cells were counted on 40 µm 
sections stained by immunohistochemistry for pERK and cFOS.. (C) Mechanical sensitivity in KO and 
WT mice after intraplantar injection of  CFA (N=8/group, 2-way ANOVA, factor GENOTYPE D2 to D7: 
F(1,14)=20.3, P<0.0001; KO vs WT: D2, P= 0.024, D4, P= 0.001, D5, P= 0.022, D6, P= 0.010, D7, 
P<0.001.). Although the sensitivity induced by CFA was reduced in KO compared to WT mice, it was 
nonetheless significantly different from baseline values (one way ANOVA factor TIME B3 to D7 
F(8,56)=5.23 P<0.0001). (D) Paw edema after intraplantar CFA--induced inflammation in KO, WT and 
naïve mice (N=8/group, ANOVA TREATMENT F(1,21)=70.8; P<0.0001; D5, D7: Naïve vs WT: P<0.001 ; 
D5, D7: Naïve vs KO: P<0.001). (E) Mechanical sensitivity in KO and WT mice after SNI (2-way 
ANOVA, factor GENOTYPE: D5 to D14 F(1,13)=31.6; P<0.0001; KO vs WT: D5, P=0.001 ; D6, P=0.01, D7, 
P<0.001, D8, P<0.001, D10, P=0.005; D14, P<0.001. (N=7-8/group). Although the sensitivity induced 
by CFA was reduced in KO compared to WT mice, it was nonetheless significantly different from 
baseline values. (one way ANOVA factor TIME B3 to D1: F(1,6)=8.1; P=0.029). (F) Time on the rotarod 
apparatus after SNI surgery in KO and WT mice (N=8-9/group; Student’s t-test; D7 KO vs WT: 
P=0.030; D10 KO vs WT P=0.020). Animals were not tested at baseline to minimise the number of 
tests on the rotarod. Data show mean ± SEM. *P<0.05, **P≤0.01, ***P≤0.001, WT vs KO in A, C, E 
and F and KO or WT CFA vs naïve in D. Injection or surgery time indicated by arrows. 
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Fig. 5. Spinal FKBP51 not only contributes to the full development of CFA induced hypersensitivity 
but is also critical to the maintenance of established pain states. (A and B) Effect of local silencing 
of FKBP51 in the lumbar spinal cord, before (A) and after (B) CFA injection in the ankle joint, on CFA-
induced mechanical hypersensitivity. (N=7-8/group). (A) 2-way ANOVA, factor TREATMENT D1 to D8 
F(1,14)=13.4; P=0.003; KO vs WT D1, P= 0.056; D2, P=0.013; D3, P=0.002; D5, P=0.057; D6, P=0.037; 
D7, P<0.001. (B) 2-way ANOVA, factor TREATMENT D4, 6h post IT2 to D14 F(1,13)=50.6; P<0.0001. KO 
vs WT D4 6h post IT2, P=0.025; D5, P=0.002; D5 6h post IT3, P=0.011; D6, P=0.001; D7, P=0.005; D8, 
P<0.001; D9, P=0.006; D10, P=0.023. (C) Effect of intrathecal administration of SAFit2 3days after 
injection of CFA in the  ankle joint on mechanical hypersensitivity. 2-way ANOVA, factor TREATMENT 
20h to 24h F(1,14)=16.042; P=0.001. KO vs WT D3, 20h post IT P=0.007, KO vs WT D4, 24h post IT 
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P=0.001 .(N=8/group). IT, intrathecal injection. Data show mean ± SEM. *P<0.05, **P≤0.01, 
***P≤0.001, WT vs KO. 
 
 
 
Fig. 6. FKBP51 regulates long term pain states by modulating glucocorticoid signaling. (A) Typical 
images of FKBP51 and GR immunoreactivity in the superficial dorsal horn of WT sham mice and mice 
after CFA injection in the ankle joint. FKBP51, green; GR: red; NeuN: blue. Arrows, neurons 
expressing both FKBP51 and GR. Arrowheads, GR positive neurons that do not express FKBP51. Scale 
bar, 20 µm. (B) RT-qPCR analysis of GR expression in the dorsal horn 3 d after CFA injection in the 
ankle joint; data normalized to WT sham. For GR data: 2-way ANOVA, factor GENOTYPE F(1,66)=9.84, 
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P=0.003. For GRβ data: 2-way ANOVA, factor GENOTYPE F(1,66)=12.94; P=0.001; TREATMENT 
F(2,66)=4.07; P=0.0022. Post hoc analysis: univariate analysis, ipsi KO vs ipsi WT: F(1,21)=7.72, P=0.011; 
paired Student’s t-test: WT ipsi vs WT contra, P=0.001; KO ipsi vs KO contra, P=0.029. (N=11-
12/group). (C) Concentration of plasma corticosterone in KO and WT mice before and 1 and 7 days 
after CFA injection in the ankle joint (N=4/group). CFA injected animals were not sampled at baseline 
to minimise the number of blood withdrawals. Statistics show the results of a nested ANOVA. Factor 
GENOTYPE Naïve F(1,2)=75.6, P=0.013; Day 1: F(1,2)=45.5, P=0.001; Day 7, F(1,2)=18.5, P=0.005. (D) 
Effect of mifepristone [RU38486 (RU)] administered to naïve WT and KO mice on the mechanical 
threshold. Data collected 1h after RU38486. (N=4/group) *P<0.05, ***P<0.001, results of paired 
Student’s t-test. KO, baseline vs post-RU38486: P= 0.007; WT, baseline vs post-RU38486: P=0.048. 
(E) RU38486 (Mifepristone, GR antagonist) IT effect on CFA-induced mechanical hypersensitivity in 
WT mice (N=4-5/group) 2-way ANOVA, interactions TIME x TREATMENT: Post-CFA – Post-
Veh/RU38486, F(1,7)=11.00; P=0.013. Data collected 3d after CFA and 1h after RU38486 
administration. Post RU38486 vs post vehicle: P=0.010, Post CFA vs post RU38486: P=0.0015. (F) 
RU38486 IT effect on CFA-induced mechanical hypersensitivity in KO mice (N=6-8/group) 2-way 
ANOVA, interactions TIME x TREATMENT Post-CFA – Post-Veh/RU38486, F(1,11)=12.9; P=0.004. Post 
RU38486 vs post vehicle: P=0.043, Post CFA vs post RU38486: P=0.0055. Data collected 3d after CFA 
and 1h after RU38486. (G) RU38486 IT effect on CFA-induced mechanical hypersensitivity in mice 
that had received two injections of anti-FKBP51 siRNA. (N=5-6/group). 2-way ANOVA factor 
TREATMENT post siRNA vs post RU38486 F(1,9)=5.63, P=0.043; Post siRNA vs post RU38486, P=0.050. 
Post RU vs post vehicle: P=0.005. Data collected 5d after CFA, 48h after 1st siRNA and 1h after 
RU38486. (H) RT-qPCR analysis of IL6 expression in the dorsal horn 3 d after CFA injection in the 
ankle joint; data normalized to WT sham. 2-way ANOVA, factor GENOTYPE F(1,65)=19.01, P<0.0001; 
factor TREATMENT F(2,65)=3.72, P=0.030. Post-hoc analysis for WT animals: factor TREATMENT: 
F(2,34)=4.19, P=0.024. Bonferroni post hoc analysis WT ipsi vs WT sham, P=0.020;  paired Student’s t-
test: WT ipsi vs WT contra P=0.059; KO ipsi vs KO contra P=0.020. (N=11-12/group). Data show mean 
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± SEM. *P<0.05, **P≤0.01, ***P≤0.001. (E, F and G: *P≤0.05, ** P≤0.01, results of univariate analysis 
or paired analysis as relevant). 
